Conventionally, PCR is carried out with purified DNAs, i.e. plasmids (3) , YACs (4) or genomic DNAs (5) from yeast. The purification of DNAs involves either the use of glass beads to disrupt intact cells or the use of lytic enzymes to digest cell walls, followed by numerous inconvenient steps of organic solvent extraction and alcohol precipitation. These purification methods are time-consuming (2-5 h for .24 samples) and require a significant amount of starting culture. With a generation time of 100-300 min, single colonies of yeast require an additional [1] [2] [3] days to grow to the late log phase in 1-15 ml culture to provide sufficient amounts of cells for manipulation during the purification. A previous report showed that fresh yeast colonies can be used directly, without prior DNA purification, for PCR to obtain a 1.1-kb genomic PCR product (6) . However, another group reported that direct PCR with fresh yeast colonies could not even detect products amplifiable from plasmid DNAs (7) . In fact, plasmid DNAs are easier to isolate than genomic DNAs and plasmid DNAs can be used in higher molar concentrations for PCR. Some researchers have success in boiling yeast colonies in a small volume of water for 5-10 min, and using either the boiled cells directly or the supematant from a brief spinning of the boiled cells as a plasmid or YAC source for PCR (unpublished results and personal communications). Our repeated trials using these two methods could not consistently yield genomic PCR products ranging from 0.3 to 3 kb in size.
Here we present a very rapid method for the preparation of plasmid, YAC and genomic DNAs from yeast to be used for PCR screening. This method is designed to overcome the disadvantages ofboiling and direct methods and at the same time to remain as simple as possible. As the thick yeast cell wall may have contributed to the difficulty of directly using yeast cells for PCR in contrast to the relative ease of direct use of bacteria (7) (8) (9) In summary, the method presented here for preparing yeast DNA for PCR is rapid (5 min), simple (one solution), and allows reliable PCR amplification from plasmids, YACs and genomic DNAs from yeast. This method simplifies PCR screening and saves both labor and time, and therefore makes PCR screening more convenient and cost-effective.
